The development and progression of bladder pain syndrome/interstitial cystitis (BPS/IC) is closely related to bladder inflammation. Intercellular adhesion molecule 1 (ICAM-1) is associated with bladder inflammation in BPS/IC. We investigated the effect of specific inhibition of ICAM-1 using an anti-ICAM-1 antibody (AIA) on bladder inflammation in a rat model of severe non-bacterial cystitis (NBC) resembling BPS/IC by evaluating the bladder inflammation grade, mast cell infiltration and related cytokines and receptors. We also compared the effects of AIA with the COX-2 inhibitor celecoxib and the neurokinin-1 receptor (NK1R) inhibitor aprepitant. Our NBC model was established by intraperitoneal injection of cyclophosphamide combined with intravesical protamine/lipopolysaccharide, which resulted in severe bladder inflammation and increased mast cell infiltration, similar to the pathological changes of BPS/ IC. Inhibition of ICAM-1 by AIA significantly decreased the bladder inflammation grade and mast cell counts, which was accompanied by a reduction of purinergic receptors (P2X2/P2X3), prostaglandin E2, EP1/EP2 receptors, TNF-α, NK1R, and ICAM-1. Moreover, AIA showed superior effects to those of celecoxib and aprepitant treatment in improving the bladder inflammatory response. Our results suggest that ICAM-1 may play a critical role in bladder inflammation in severe NBC and may be used as a novel therapeutic target in non-bacterial bladder inflammation such as BPS/IC.
P2X3 and P2Y2 receptors, PGE2, EP1/EP2 receptor, TNF-α , NK1R, and ICAM-1 were significantly increased in the NBC model group ( Table 2) .
Effect of different interventions on bladder inflammation and mast cell infiltration.
When the NBC rats in group 3 were treated with celecoxib, we observed only one or two cell layers of mucosa, and complete denudation of the urothelium was not noted. We also observed obvious edema in the submucosa area and rich capillaries accompanied by congestion and diapedesis of erythrocytes (Fig. 1C) . Compared to the model group or group 3, the severity of hemorrhage and congestion in group 4 (administered aprepitant) were clearly decreased (Fig. 1D) . In group 5 (NBC rats administered AIA), the bladder tissue exhibited less obvious morphological changes than groups 2, 3, and 4, except for slight edema and a thicker epithelium (Fig. 1E ).
Our NBC model induced by intraperitoneal CYP with intravesical injection of PS/LPS exhibited a higher grade of bladder inflammation and greater mast cell counts than normal rats (Table 1) . These effects were remarkably inhibited by aprepitant and AIA (Table 1) . Moreover, AIA showed better inhibitory efficacy on bladder inflammation and mast cell infiltration than celecoxib treatment and reduced mast cell counts more than aprepitant treatment (Table 1) . Table 2 shows the differences of each receptor and cytokine in the various groups.
Effect of different interventions on cytokines and receptors.
The NBC model had significantly higher levels of measured cytokines and receptors (P2X3 and P2Y2 receptors, PGE2, EP1/EP2 receptor, TNF-α , NK1R, and ICAM-1) than the normal control group. After celecoxib treatment, the levels of P2X3/P2Y2 receptors, PGE2, EP1/EP2 receptors, NK1R, and TNF-α were significantly decreased, but similar results were not observed after ICAM-1 treatment (Table 2) . In group 4, aprepitant treatment decreased the expression of all cytokines and receptors except for P2X3.
In group 5, AIA treatment resulted in a remarkable reduction of the expression of P2X3/P2Y2 receptors, PGE2, EP1/EP2 receptor, NK1R, TNF-α , and ICAM-1 in the NBC model rats. AIA treatment resulted in a greater decrease in the expression of PGE2, EP1/EP2 receptor, TNF-α , and NK1R than celecoxib treatment. The inhibitory effect of AIA on P2X3, P2Y2, and EP1/EP2 receptors and NK1R was remarkably stronger than that of aprepitant (Table 2) . Furthermore, strong positive correlations were observed between bladder inflammation grade and mast cell counts with the ICAM-1 level (Spearman correlation coefficients, 0.767 and 0.789, respectively, P < 0.001) among all 5 groups. 
Discussion
In the present study, we investigated the involvement of ICAM-1 in bladder inflammation in an NBC rat model, which shows similar inflammatory characteristics to IC. We found that the specific inhibition of ICAM-1 significantly attenuated bladder inflammation and mast cell infiltration, accompanied by a reduction of related inflammatory cytokines and receptors (P2X3 and P2Y2 receptors, PGE2, EP1/EP2 receptor, NK1R, TNF-α , and ICAM-1). In addition, our results showed that the ICAM-1 level was positively correlated with the bladder inflammation grade and mast cell counts of the bladder tissue. These results suggest that increased ICAM-1 expression may be associated with bladder inflammation and the development of NBC. Several studies have reported that the main pathological changes in the bladder tissue of BPS/IC patients include denudation of the urothelium, mast cell infiltration, and edema in the lamina propria with stromal hemorrhage and congested venules 13, 14 . Moreover, increased expression levels of P2X3 and P2Y2 receptors, PGE2, EP1/EP2 receptor, TNF-α , NK1R, and ICAM-1 in bladder tissue were found in BPS/IC patients [4] [5] [6] [7] . Based on immunohistochemical observations, our NBC model showed more severe edema, hemorrhage, vasodilation, and mast cell infiltration in the bladder tissue than the control group. Furthermore, the expression levels of P2X3 and P2Y2 receptors, PGE2, EP1/EP2 receptors, TNF-α , NK1R, and ICAM-1 in our model group were significantly higher than those in normal controls. Therefore, the NBC model created in our study had similar pathological characteristics to the bladder tissue of BPS/IC patients.
PGE2 is synthesized from arachidonic acid through the cyclooxygenase-2 (COX-2) pathway and has been demonstrated to participate in the development of inflammation via the EP receptor subtypes EP1 and EP2 15 . Wada N et al. have shown that the expression levels of PGE2 and EP1/2 mRNA are significantly higher in BPS/IC patients 4 . Several studies have also suggested that the PGE2/EP1/EP2 pathway is involved in the development of BPS/IC 4, 16 . Importantly, the results of Takahashi's study showed that PGE2 can regulate the expression of ICAM-1 via the EP2 receptor 17 . In this study, oral administration of celecoxib, which can inhibit the transformation of arachidonic acid to PGE2, significantly decreased the expression of PGE2, EP1/EP2 and P2X3/P2Y2 receptors, NK1R, and TNF-α ; however, celecoxib had no effect on inflammation grade. AIA treatment showed a greater inhibitory effect on the severity of bladder inflammation and mast cell counts than celecoxib. The expression levels of PGE2, EP1/EP2 receptors, NK1R, and TNF-α in AIA-treated NBC rats were also lower than those of celecoxib-treated rats. These results indicate that ICAM-1 inhibition provides greater therapeutic effects on bladder inflammation than celecoxib.
We also found increased expression of NK1R in the bladder of NBC rats. Sanchez et al. reported that NK1R, located in both the urothelium and submucosal layer, plays an important role in the neuroinflammatory response in the bladder 18 . Several studies have shown that the function of NK1R in the urothelium and blood vessels is closely associated with the inflammatory response, and NK1R antagonists inhibit the reduction of urothelial capacitance and inflammatory plasma leakage in several animal models 19, 20 . Mast cells mediate bladder inflammation through NK1R 21 , and the activation of NK1R increases the expression of ICAM-1 and induces leukocyte infiltration, further supporting the critical role of NK1R in inflammation 22 . Aprepitant mediates its effect by blocking NK1R and has been used to control female overactive bladder 23 . We observed that the inflammation grade and mast cell counts in NBC rats treated with aprepitant were significantly decreased compared to the pure NBC model. Aprepitant treatment exhibited an inhibitory effect on the expression of related cytokines and receptors, except for P2X3; however, the inhibitory effects of AIA on mast cell counts and the expression of P2X3, P2Y2, PGE2, EP1/EP2, and NK1R in the NBC model were all significantly greater than those in aprepitant-treated animals.
P2X3 and P2Y2 receptors and TNF-α are involved in the development of PBS/IC 5, 6, 10 . The P2X3 receptor is expressed on endothelial cells and plays an important role in regulating the expression of ICAM-1 and physiological inflammation 24 . TNF-α has been found at a high levels in BPS/IC patient biopsies and can up-regulate the expression of ICAM-1 in urothelial cells 25 . In our study, the direct inhibition of ICAM-1 significantly decreased the expression of P2X3, P2Y2, and TNF-α . Therefore, we hypothesize that specific ICAM-1 inhibition might provide better therapeutic efficacy for bladder inflammation than a COX-2 inhibitor or NK1R antagonist.
The limitations of our research include the small number of animals and measurements of limited inflammatory factors, which may not include all of the signaling pathways of ICAM-1. Future studies should focus on the long-term efficacy of the inhibition of ICAM-1 on the pathophysiological changes of bladder inflammation with respect to all involved signaling pathways in NBC rats. Overall, our study strongly suggests that the specific inhibition of ICAM-1 controls the development of bladder inflammation in NBC rats and provides greater inhibitory effects than celecoxib and aprepitant treatment. These results suggest a vital role of ICAM-1 in the pathophysiological development of bladder inflammation in NBC. ICAM-1 may be further investigated as a novel therapeutic target for the treatment of non-bacterial cystitis, such as BPS/IC.
Methods
NBC rat model and interventions. Female Sprague-Dawley rats (250-300 g) were housed in a temperature-and light-controlled room with a 12-hour light-dark cycle. Standard tap water and mouse chow were available for all animals ad libitum. The rats were anesthetized with sodium pentobarbitone (3%, 1.5 ml/kg, intraperitoneal injection) for subsequent production of the NBC model resembling BPS/IC. All experimental procedures were approved by the Institutional Animal Care and Use Committee of Shanghai Jiaotong University School of Medicine and were performed in strict accordance with the National Institutes of Health Guide for the Care and Use of Laboratory Animals (NIH Publication No. 85-23, revised 2011).
The rats subjected to intraperitoneal injection of CYP combined with intravesical PS/LPS were used as the NBC model to represent BPS/IC. During the first day, CYP was administered at 150 mg/kg intraperitoneally. Protamine (0.5 ml, 30 mg/ml, Sigma, St. Louis, MO) was instilled intravesically via a 4 Fr epidural catheter at a slow rate. After 30 min, the bladder was drained and flushed with 0.5 ml of 9% saline. Subsequently, 0.5 ml of LPS Scientific RepoRts | 6:35672 | DOI: 10.1038/srep35672 (Sigma, St. Louis, MO, 2 mg/ml) was instilled intravesically and maintained for 45 min. All the above procedures were repeated on the third day, as described in our previous study 10 . The experimental rats were divided into 5 groups. Group 1 served as the normal control; 7 rats received only intravesical instillation of 0.5 ml of saline on the first and third day. Group 2 consisted of 9 NBC model rats. In group 3 and 4, 10 NBC rats were treated with celecoxib (10 mg/kg, Pfizer Co., Ltd) or aprepitant (10 mg/kg, Merck Co., Ltd) through gavage once daily; In group 5, 10 NBC rats were intravesically perfused with anti-ICAM-1 antibody (AIA, 0.1 ml, 0.5 mg/ml, Abcam, ab25375) one hour after PS/LPS instillation on the first and third day. All rats were sacrificed, and the bladders were removed 4 days after the initial manipulations.
Histological analyses. Each bladder was divided into two equivalent portions. One half was fixed for 72 hours in buffered formaldehyde, embedded in paraffin, and sectioned at 5 μ m. Hematoxylin and eosin (HE) stain was used for morphological assessment of the bladder urothelial layer, including the destruction of the urothelium, vessels of the bladder urothelium, leukocyte infiltration, and edema. Toluidine blue staining was used for mast cell counting. The other half of the bladder was stored at − 80 °C for measurement of purinergic receptors (P2X3 and P2Y2), EP1/EP2 receptors, NK1R, PGE2, TNF-α , and ICAM-1.
According to a histological examination, the degree of bladder inflammation was classified using a 4-grade scale based on chronic edema, epithelial thinning, petechial hemorrhage, cell infiltration, and desquamation of the uroepithelium. Grade 1 corresponded to the normal control. Grade 2 consisted of simple edema. Grade 3 consisted of edema combined with epithelial layer cleavage and thinning, resulting in mucosal abrasion and the beginning of polynuclear leucocyte infiltration representing mild cystitis. Grade 4 consisted of increased severity and spread of all the above signs plus petechial hemorrhage (complete cystitis) 6 . Mast cells were counted in 10 cross-sections at 400x magnification in the most infiltrated area. All histological evaluations were conducted by two separate pathologists.
Cytokine and receptor analysis by ELISA. After the tissue was dissolved, the bladder was ground and distributed into two parts. One part was washed with PBS (pH = 7.4), mixed well in a homogenizer and centrifuged at 2500 rpm for 20 min. Then, the supernatant was carefully collected for the analysis of all cytokines and receptors except for ICAM-1 and PGE2. Fifty microliters from each sample was used for duplicate analysis of cytokines and receptors using the rat P2X2, P2X3, EP1, EP2, TNF-α , and NK1R ELISA kits (Biosource International, Inc., CA, USA). The other aliquot was cultured for 12 hours to detect ICAM-1 and PGE2 expression on the cell surface via the solute in the medium. This medium was processed in duplicate using the rat PGE2 (Cayman, Chemical) and ICAM-1 ELISA kits (Biosource International, Inc., CA, USA) 7 following the manufacturer's instructions.
Statistical analysis. The statistical analysis was performed using SPSS 20. A Mann-Whitney U test was used to analyze non-parametric data, such as inflammation grade and mast cell counts. Two-way ANOVA followed by Dunnett's T multiple comparison test were performed to analyze parametric data. A Spearman test was conducted to analyze the correlation of inflammation grade and mast cell infiltration with the ICAM-1 level. The data are expressed as the means ± standard error (M ± SE), and a value of P < 0.05 was considered statistically significant.
